The endoproteinase Lys-C cleaves peptide bond at the C-terminal side of a lysine residue.
Legend (Endoproteinase Lys
identifying that Lys-C cleaved the peptides to two fragments, (1) and (2) . B, Comparison of the enlarged mass spectra of fragment (1) and C, fragment (2) indicates that the Lys-C digestion pattern of synthetic SN and fraction P2 are similar. D, The expected cleavage fragments and their molecular sizes following Lys-C digestion are depicted.
Result (Endoproteinase Lys-C digestion, supplemental Figure 1)
Synthetic gfSN peptide and fraction-P2 eluate were both digested separately with endoproteinase Lys-C and then analyzed by SELDI-TOF mass spectrometry. The calculated molecular weights of two expected Lys-C digest fragments from SN were m/z 1551 (SN [1] [2] [3] [4] [5] [6] [7] [8] [9] [10] [11] [12] [13] : TNENAEEQYTPQK) and m/z 2122 (SN 14-34 : LATLQSVFEELSGIAASNANS) (Supplemental Figure 1D ). In the digestion of synthetic SN, mass spectra showed two major peaks at m/z 1577 and m/z 2147, which were labeled as (1) and (2) (Supplemental Figure 1A-SN) . The peak at m/z 1 1577 (1.1) was sodium adduct of SN [1] [2] [3] [4] [5] [6] [7] [8] [9] [10] [11] [12] [13] following Lys-C digestion are depicted in Supplemental Figure 1D . Therefore, our mass spectrum data indicated that fraction-P2 eluate and synthetic SN peptide are indeed identical.
Method (C-terminal sequencing by Carboxypeptidase Y (CPY) digestion)
The SN-related peptide (0.3225 µg in 7.5 µl) isolated from goldfish brain extract by RP-HPLC was subjected to proteolysis by CPY (2 µl, 0.0019 units/µl, Sigma-Aldrich, Steinheim, Germany) in 10.5 µl of sodium citrate buffer (50 mM, pH 6.0). The digestion was performed in a shaker incubator (60 rpm rotation) at 37 C. 2 µl aliquots of reaction mixture were taken after 2 min and spotted on a gold chip plate (Ciphergen Biosystems, Fremont, CA) covered with 1 µl CHCA matrix, and analyzed by SELDI-TOF mass spectrometry (2).
Result (C-terminal sequencing by CPY digestion)
The identity of fraction P2-elute was confirmed to be TNENAEEQYTPQKLATLQSVFE ELSGIAASNANS by C-terminal sequencing using a Carboxypeptidase Y digestion method coupled with SELDI-TOF mass spectrometry. It showed that m/z 3655, 3568, 3454 and 3383 due to the undigested peptide and successive loss of one amino acid each time from the C-terminus. and SN 9-34 fragments were noted at the lower mass range of the mass spectrum. These sequence data further provide necessary support to the identity of this brain-isolated peptide as gfSN. 
Method (Estimation

Methods (Immunocytochemistry)
Immunocytochemistry of the pituitary
Goldfish pituitarieswere fixed in ice-cold Bouin's fixative for 15 hr, dehydrated with a graded series of ethanol and embedded in paraffin wax according to standard procedures.
Pituitary sections of 5 μm in thickness were prepared and pre-incubated in blocking solution (0.5% BSA, 0.5% gelatin and 2.5% normal goat serum) for 30 min. Subsequently, pituitary sections were incubated at 4 C overnight with the antiserum for goldfish SN (1:12,000), prolactin (PRL) (1:100,000), GH (1:500,000) and LH (1:60,000), respectively. The latter three antisera were generous gifts from Dr. R.E. Peter, University of Alberta, Alberta, Canada and have been extensively validated (3). On the following day, immunostaining for the respective hormones were performed using a Vectastatin ABC Kit (Vector Laboratories, Burlingame, CA) that is based on the avidin-biotin-peroxidase complex method with minor modifications (3). Parallel staining with similar dilutions of NRS were used as the negative control and the specificity of the SN immunostaining was further confirmed by preabsorption of the anti-SN antiserum with 1 μM gfSN as has been reported for western blots of goldfish protein extracts (4). Colour photographs of pituitary sections were captured using the Leica DMDL compound microscrope with a Nikon
Digital Sight DW-L1 Imaging system. 
Immunocytochemistry of the brain
